B ^ 



4* n ff 



PCT/JP CO/014 15 



PATENT OFFICE 
JAPANESE GOVERNMENT 




^ h m& t m— xh z>z.t zmw-t & 0 

This is to certify that the annexed is a true copy of the following application as filed 
with this Office. 



ib m # n a 

Date of Application: 

as m # 

Application Number: 

th m A 

Applicant (s): 



1999^ SB SB 



1 1 ^#fr^^ 0 6 0 9 0 4 # 





PRIORITY 
DOCUMENT 

SUBMITTED OR TRANSMITTED IN 
COMPLIANCE WITH RULE 17.1(a) OR (b) 




ffifE# 2000-3025758 



#5p 11-060904 



[«g*] 

[&Tft] 
[fflBg#ffF#3Sn 

[ft*] 

[ft*] 
[ft*] 

[^mxiijgm] 
[ft*] 

[&mxH:jgm] 
[ft*] 

[ft*Xtt**M 



P199S02001 

m 

C12N 15/00 

flSo < 1 T B 1 6 # HS^jSilflc^^tf: ift 

Wo < HTrt« 1TB1 6 # HgjlMli^c^fl: $| 



^Ifto < tfrW 1 T S 1 6 # HBftj££gft3;£#: ^ 



hut 

000187079 



#J|E# 2000-3025758 



#5£ i 1 — 060904 



[#JS±] 



100104673 



050740 

21, 000 re 



m i 
i 

&mw i 

2 



2 



aj|iE# 2000-3025758 



S&¥- 1 1 — 060904 



[fff#*6] tffgB1WI8*3lS«Wi*fl^ BamHUEcoRIiKDKfig 
#Jft-WWT«Mfc&^U |BamHUEcoR IfBrMi:©^: 1 Xtt2JBU: 

[»*«7] |rfSB^D=E-^-<Z)IB^I^@B^I##2©g2^jT?fey, BlflBM 
KWJRflJWrfflSteJ^ 5 ' tMSMj^HRIC, BamHI, Smal, Kpol, Sa 
c I fcitfE c o RI(DMmmm®m%l>&T*2bZ>. »#^6JCSB«©^'n i E-* 
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-e&s, »*^9 ojciEft©^^^*-. 
[^ofNswfcmts] 

[0 0 0 1] 
[0 0 0 2] 

at © ^ ic re -r & <d — ic ^ n ^ - # - & . 

[0 0 0 3] 

^D=E-^-lt RNAjKU *v-if#fgIi{L^t-£M^&3-3 5 ft J: 

J&Jb'&JfcaSR&fiSTf&S ( Mo 1. gen. Genet. 186 339- (1982)) . 
[0 0 0 4] 
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[0 0 0 5] 

■XtzziTs htf&mtteZo lot, BUS. :&.S#©#mc&MLT^£^£#> 

So 

[0 0 0 6] 

9-205996 #g§Hg 62-215393 #^ 3-206 

8 8 9 6 - 6 9 3 7 7 #H§¥ 7-155183 -^gtSTC 

) , 7u*-*-t$&t:i&<+&&»&&£/uZfft>tix^te^. 

[0 0 0 7] 

A^;i/*M©:/n^-#-©afc.gucWLT, #g¥6- 5 o o 6 8 

#^5p7 - 5 0 4 0 8 5 A*/ 9* • ijM7*^5^©o7^7- 
if*te^tf>5 5 3$Sil 5 8 8#B^& 5 9 5#B *T?IC 9 

[0 0 0 8] 
[0 0 0 9] 
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[0 0 10] 
m m ifiMVk b J: o £ i* £ ffiS] 

[0 0 11] 

[0 0 1 2] 

y n;E _^_- T ^^ T , ^03' 5fcSiK:iB!llS«3ll«Wr»fi^iXtt2jaJ:«AS 
[0 0 13] 

[0 0 14] 

ISSIjR^OMrfffiB a mH I S:^bTVx£ 0 
[0 0 1 5] 

[0 0 16] 

»*0V^J6JK«T?tt, «rffi«IR#3R«WraPtt^. BamHI£Bam 
HIJK^©lXt4 2J£t±©1f9ISR»3||-WWTaPtt"e»»J. *B amHI«IW3 
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[0 0 17] 

Se>JC»*LV%J»«-ett, t^MRR#*WWi»tfc*^ BamHUEcoRI 
il©iBIIfi*3ll«JWTaPfi€:^^- iBamHItEco R I -WWraUffifc^HK: 1 X 
It 2 #J:©fWK#5tSflJ»TSP# £^ b X *> <fc V> 0 
[0 0 18] 

fE^Ifc^U 5' 5fcS8fl!l#*E>)E»C* BamHI, Smal, Kpnl, SacI 
£ £l*E c o R I ©«Ilfi»3R«Wf«P&«:^'r*. 
[0 0 19] 

[0 0 2 0] 

[0 0 2 1] 

[0 0 2 2] 

[0 0 2 3] 

[0 0 2 4] 
[0 0 2 5] 
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[0 0 2 6] 

T^Jl 0 b p£V>e> 0 «K**«WT«ISffi©aSlK:tt, 4#KIfBII8#fc<* BamH 

I % Smal, Kpn T7~S~a c r7"E" c^R"!™ H-i~irrl-m— P s"t~I-^ 

#tf£*l£ 0 l o©ili!lR»3liaPfi©#^ BamHItfif*bV\ *»®IRi 
*«WiaiS(£€:3&-r*»'&*^ BamHI£3' 5fc««IK:^U ffi(Z>1RlffB&3iffiffi 
£5' ^flStc^-fS' £*W£ ffi©1WKW3SaM£fc bTtt, 

E c o R I L<, BamHUEcoRI fc©«!ll»#*«WTSPfi®W^ 1 

Xtt2#Jh©1WR»*«»T»flU Smal, Kpn I. SacUfb 

T*>J:V>. t>^5^ EcoRI©5' flff©T«£Kl. 3 e> fcM©fflR*fM!JWr» 
^ HindHI, PstKffettSrWS*. 

[0 0 2 7] 

*$&m<D7 u - # - tyh*« * * - KM v> & *i 

3HR<z>ffill!ft&R£|s&tt. v;i/^^D-->^>f bfcLTfflv^ti*. 

[0 0 2 8] 
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2©IH^lT$>'&c 3©ffi^J##2(DSH^J©3' ^SgffiJCtt, BamHL Sma 
[0 0 2 9] 

na©^j«, ffl»«l*«WT*ttsa»J&#AL&^-f■T-^:«v^«pcRJ^fci^© 

#«6#»ffl3;H<&. PCRS^, ^'□ ; E-^-(Z)#il^M^*g|Sfe©#A©iiS 

#*bV\, PCR0^7>fV-H MAH Gene 15 43 
-(1981){C|B^$tlfe^^^ ' 7$n'J^77j/i^fl*©«755-f© 
^n^-^-SWJ&SJcbTfi^T*^ 3' «©^9>fv-©KWK:«!llS»3R« 
W»ffiffi^&#A-r*ifcf .fcv^' U#J##4, ffi*J## 5 ©K*J#1BRHP*flJ»r» 
-KIB^J £^ At" £ £ «> © ^ 9 -f V - ©#1^ & S o 
[0 0 3 0] 

[0 0 3 1] 

£^©*A*ttt<z>fc«>K:, miR-?-zi- T^trs/u^Btt*^, * 
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[0 0 3 2] 

$&mi]-Zv h ©Steffi ^ £>*i£ /*^/i/;*M©'<* UT«u *£^®T*^ 

SgRTfg&pUB 110 (Pro. Natl. Acad. Sci. U.S.A., 75, 1423-(1978)), p 

C194, pT127 (Pro. Natl. Acad. Sci. U.S.A., 74, 1680- (1977)) £ tz. 

[0 0 3 3] 

fef h^^f ^ - pHY300PLK (Jpn. J. Genet., 60 

235-U985)) , 5gtC^»BTa«^rtB«ipBR3 2 2 (Gene, 2, 95-(1977)) ^ 
pUC 19(Messing, Methods. Enzymol., 101, 20-(1983)) 5) *l5 0 

[0 0 3 4] 

[0 0 3 5] 
(HS^**-) 

J;v\„ Hxil **3fcy^— £ (hU^n-^*^*U7-^ 

#fF^[^Wf£-fe>^-^WI£ . FERM P- 1 4 5 6 7) tS3fch WND- 
XfrXfrV^—e TP a s e hUgf) > rtm* • ^fcT-2/-X RK 

-1** (as4irxsiftfffK**x^x*tt*W3fiBm, 

, FERM P-1 5 04 4) ft*7fl/b-X*^*'J5-tf M 
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r n a ic <fc z^Mffli) t<D g m\z^t. nz>„ 

[0 0 3 6] 
[0 0 3 7] 

[0 0 3 8] 

^±©1MDN A&fl5te, M^-li, Molecular Cloning A Laboratory Mannu 
al (Cold Spring Harbor Laboratory, 1989) £#M l/T?T O Z. £ Z> 0 
[0 0 3 9] 

TttU #M»K»fcV^,.#l;*.tf, ^J©m©^lCtt> DH5a*fc, HB10 1 
C6 0 0^ JM1 0 l*$fc^##tf e>*l<5„ A^^XM^i^^lC 
l±A^;i/^ • Vr^JbT. BD1 7 0fc 1 6 8i, I SW1 2 1 4^t*3ilW 

[0 0 4 0] 

mM^^^m-^. Mandela Higa£>#& (J.Mol.Biol. ,53,159-(1970)) % Hanahan 
(D^m (J.Mol.Biol., 166, 557-(1983)) ^ftffit'gS. •£ fc, 
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tC& 3 h-Z^m (Mol. Gen. Genet., 167, 251-(1979)) 

(Mol. Gen. Genet., 168, 111-C1978)) #$r=t*>VN§ Z. t^t'i^o 
[0 04 1] 

[0 0 4 2] 

[0 0 4 3] 

~^ichbm & mfx m&m zmm izmm-rz t* r *i ic m%. 2 ti s % 

[0 044] 

(HifeMi : #$&i8©:/n^ ^tf^*** h<Dftm) 

"To ' D 'J^77$/X>^ IFO 15535 ^^lC«k 

y^-fettDNAfcEURLfco Gene, 15, 43- (1981) iCfH^tf) a =7~-&7U=£ 

-x-mwz^ti^ ie^j^o@g^j##3 ^i:tj f @H3'ii#-^4 <Dmn*M-tz> zm 

U^^-ifilbT, AmpliTaq Gold (^°-^>x;i/V-*±§g) £JBV^ Gene 
Amp PCR System 9700 (r?-=3f >x;i/V-*t?g) fc^JBLT, 

[0 0 4 5] 

P C Rt'JUIU/ti^M ^^PSiiX b a I £B amH I h^Bibfc^: 
, 3. 0%T#n U aT^-1?©:/n i t-*-««&'&t? 
0. 2 5kbp©Xba I-BamHIWf^TS:r3tfn-^^J:yiaJRbfc. f# 
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, BamHI^M^#A$tlTV^c 0 
[0 0 4 6] 

fffi#T% ^7^5KpUB110 (SIGMAttI) £XbaI-BamHI 
•eig-ffcH, mbnfeZfU^-X-m&i (0. 25kbp Xbal-BamHI 
T4'J^-f5:fflV^MU ^t7bpUB-PBI:#fe (0 

1) = 

[0 0 4 7] 

J6#|l HmvmftZftoZLiUZ&V^ ie^J##l©T^{CSma I, KpnI. 

sad, ecori (Dftmmmwmm&tfmAznfr o. 27kb P xb 

al-EcoRI DNAISiii^ Xba UEcoRUtUiL/fc^X^ 
FpUB 1 1 0 1C#AU ^S^iZy hpUB-PBE^ifc. 3tf>$S3l#iZ y 
h p U B - P B EM©1^0?:02 (C^fo 
[0 0 4 8] 

immm 3 : m p a s e mm^v * -<D&m) 

M P a s e ©aMS-y-tt, 10-262683 ^<Z>SB*lC^-c5£, A?-Jl> 

X • XfcT-£/-XRK- l«j (FE RM P- 1 5 0 4 4) ©ifrfiftrt* £>St^ b 

JBV^T, PCRjSJCJ:yae : ?-€:Jt*BU WiBamHI-EcoRItf 
WrU 0. 8%7^n-X«^tT2.4kbp BamHI-EcoRIilt 
&®iKLk 0 £©WrtfJCtt, MPa s e©iHfi^t**ltV^. 
[0 0 4 9] 

ffi^-e, ^X^KpUB-PBSBamHI-EcoRITW. MP a 
s e*Jt*-e-f-&^'D2-4kb pW^TS:, T 4 U ^-if&M V*T3**S U :7^X 
5 KpUB-PB-MP5:#fc„ MP a s e fg^? # 3 Km?. 
[0 0 5 0] 

3*>{C, ^^^KpUB-PBE^BamHI-EcoRItM, -LIB 
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»f£T?«ffll/fcMP a s e «fj£*^-£^fr 2 . 4 k b p«i#&, T4 U 1?& 
fflV^3£*SU ^7^U*pUB-PBE-MP?:#fc 0 MPase^^ 

[0 0 5 1] 

: T P a s e # -<Dtfs$g) 

TP a s eCDSfrfc^-tt, 0-3 2 7 8 8 7 #tf>iB«lCg^5£, 

^.^ 7nf _^ 7 ^ xS K-HS(i (FERM P- 1 4 5 6 7) <Z>*£&# 
j^e>Jfc#Lfco -f i2^©@B3?tI#-^8^»JS#9^-r2S^©-/ 
^-f^-^ffiV^. PCRSCi Ujft^^ifiPSb, M&gglfSB a mH I - E c 
oRI«U 0. 8%7^*n-X«^lT2.4kbp BamHI-Ec 

o 

[0 0 5 2] 

m^X'. ^5X5KpUB-PB?:BamHI-EcoRIt'im TP a 
seiMfe?5:^2.4kbp||i^?:, T 4 U tf-if&ffi ^T&ffi U 
^ KpUB-PB-TP^L TP a s e #g^^<^ # -©^igfcS 5 iC^t". 
[0 0 5 3] 

^7^5 FpUB-PBEl:BamHI-EcoRITim JtfBil 
f^lCj:oTi|r*SbfcTP a s e *t3g«<£^£:^tf 2 . 4 k b p mft T4'J#- 
if£^T5t*§U y7XU>UB-PBE-TPl:#fe 0 TPase^ 
* # -CD#S§£0 6 IC^-To 
[0 0 5 4] 

HJfeMi T*#e>ti^^^;^7. • n u ^^t^x>x ifo 15535 

£Mv%T, PCR^lCcfcUifiPib^o #e>;ftkETtf£* T4DNA^rt-1fS:ffi 
^T'J>tftim k 1 e n o wfi^JffiUtf^ftL^. X 
balT^iHfcU 3. 0%T#n -*«C&lfr DNAW\)n^m^Vr^ 0 
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fcO. 2 5kbp a 7 ^ y-^n^e-^ - Wi^fe, 

[0 0 5 5] 

$.tc - *fcT-$/->CRK- l$c (FERM P - 1 5 04 4) 

VAT. PCRSKlJ:»J*e?S:*IB^fe. #e>*lfe»T#£> T 4 D NA^t-t" 

coRIT'UiU 0. 8%T3tfn-^«ft»SftKl«b, DNAWr^fSrEURLfe 
- rCD^lCcfcoTS' 5fc«#¥»T?, 3' ^aBJCE c o'RI«Wr»(aS:^t-S 
2.4kbp©MPaseI^?:ifc. 
[0 0 5 6] 

ft&#T% U'pUBllO %«ll8fflRX bal-EcoRI T'lftt, 

SfcJCWfc^n^-^-GX). 2 5kbpDNATOit;MPase©, 2.4 

P W^^-pUB-P-MP©»M5:a7i:^lfc. 
[0 0 5 7] 

(J£$e#[2 : f^SOaT^^-t'^n^-^-^tSTP a s e 5831^? 
#-(Z>^$g) 

m«30;^^-Xf7nt- J E7-f7XSK-ltt (FERM P-l 
4 5 6 7) © jfrfeffcfr E>, BB^*©'®J^I## 1 2 ^t5gS^J## 9 IC^-T 2 
>^>fT-£;BVNT. PCR^(CJ:y»^^<itfe. #e>*lfcilT#£. T4 
DNAdf^--1f &JBV*Ty ^IMtLfcfk k 1 e n o w^^fc^ft^aafc^fco 
fco -£<Z>^ EcoR ItMU 0. 8%T**D-^«^»lC^b. TP a 
s e^jtStte-y-M^cfc-^t? 2 .4 k b p $T#£®i&L£:o '«Ciot 5' 
5|Sa8^»T, 3' *SHCE c o R I ««»fi«:f t5 T P a s e Ifi? 

o 

[0 0 5 8] 

ffc#T% Kp'UBl 1 0&fiJR*3RXb a I - E c oRItSftft, 

Jfc««l £^*£lCbT. TP a s e©^H-pUB-P-TP5:ffe„ 
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[0 0 5 9] 

(MMM 5 : M P a s e j&ZfT P a s e ; &>&<Dikm 

subtil is/pUB-PB-MP, B.subti 1 is/pUB-PBE-MP % B.subtilis/pUB-PB-TP, B.subti 
lis/pUB-PBE-TP, B.subti lis/pUB-P-MP. &tfB.subti 1 is/ P UB-P-TP$:#fe 0 fu4 

5c mm <d y n ^ - # - & * -r s # ^ * # - * m -t z> . 

[0 0 6 0] 

^btlfe^m^^^S:, 100ml©L^i (l%h'J^hX 0. 5% 
^HftX^X, 0. 5%NaCl, pH7. 2, 1 0 /t g ij-T^A icffi^b 
^3-7-'G^^ifejg#- Lfc 0 t&Mffl . 1 ml ^ m-^^-^^t^fe-^-m^-^-Q^- - 
8 5%NaCl7KM^OiSI:ii';iU ^It^o ^{C, 0. 85%NaC 
l*MCSlLfcil:lOOiiil02XYT^ (1. 6%SU^hX 1. 
0%^©:n3fX, 0. 5%NaCl, pH7. 2, 1 OO^M *tV>fi/» 
Sr^fS 5 0 0ml^©ttjetf£=^t:7^;*=l{G*g®U n-# U-J/ai-*- 

, »^ltK:TBI#3SSES:l»*UTffi«i|R««:W»b, ^©MP a s e £fc»T 
P a s e <Dt£&*WfeLfc B J&tJU&^t 1 
[0 0 6 1] 

[* 1 ] 





MPaseJgf14 


B.subtilis/pUB-PB-MP 


240.000U/I 


B.subtilis/pUB-PBE-MP 


240.000U/I 


B.subtilis/pUB-P-MP 


50.000U/I 




* 


TPaseS"14 


B.subtilis/pUB-PB-TP 


300.000U/I 


B.subtilis/pUB-PBE-TP 


300.000U/I 


B.subtilis/pUB-P-TP 


70.000U/I 
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[0 0 6 2] 

MPase, ^TPasefct), 3' 3iifHZMmmmWm&GL**i't Z> « 7 
[0 0 6 3] 

MP a s e^TP a s e©8H£8ff£Wu J£AT<Z>:£i&l-<fc o fcc 
[0 0 6 4] 
(MPase ©fljttiWje) 

ffliIt0.4mK 0.5M'J>i^x>ii®I (pH6.0) 0.06m 
1, 2 B/V%y^ h - ^ 0 . 6 m 1 , If * 0.14ml b, 60TC, 

l 5 SJ&tfci o^ra^afcSNcfcoTjRjS&f? 

lha«, i©&J&#lLM;fr£0.0 2ml £M^U ^/l/3-;*l&3£«3fi*\W/=i 
-^CH-f^bUn- (jfn^M^Xm (80 ) l:3mlM, SfiT»2 0^W 
5 0 5 nmT'<Z)©3^£#3£^ff£ffl^TM5£U £/&?£<*i<Z> 

WM3-^«:iDU>Bfc^jWbfcSliR*S:l#fii:Ufc. 
[0 0 6 5] 
(TP a s eCD*Stt8fJ£) 

2W/V% h W\n-X£ UfcJSA^M*. MP a s e tl^f Cbt, jKf&lfc 
tti(Z)£*;H3-^4£3£*b. l^^C 1 /tmo 1 © h W\n— ^SriHU 
Ifciii^lffitUc 

[0 0 6 6] 
[««©»*] 

[0 0 6 7] 

SEQUENCE LISTING 

<110> Showa Sangyo Co., Ltd. 
<120> Promoter 
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<130> P199S01001 
<160> 12 
<210> 1 
<211> 249 
<212> DNA 

<213> Bacillus amyloliquef aciens 
<400> 1 

gccccgcaca tacgaaaaga ctggctgaaa acattgagcc tttgatgact gatgatttgg 60 
ctgaagaagt ggatcgattg tttgagaaaa gaagaagacc ataaaaatac cttgtctgtc 120 
atcagacagg gtatttttta tgctgtccag actgtccgct gtgtaaaaaa taggaataaa 180 
ggggggttgt tattatttta ctgatatgta aaatataatt tgtataagaa aatgagaggg 240 
agaggatcc 249 
<210>" 2 
<211> 270 
<212> DNA 

<213> Bacillus amyloliquef aciens 
<400> 2 

gccccgcaca tacgaaaaga ctggctgaaa acattgagcc tttgatgact gatgatttgg 60 

ctgaagaagt ggatcgattg tttgagaaaa gaagaagacc ataaaaatac cttgtctgtc 120 

atcagacagg gtatttttta tgctgtccag actgtccgct gtgtaaaaaa taggaataaa 180 

ggggggttgt tattatttta ctgatatgta aaatataatt tgtataagaa aatgagaggg 240 

agaggatcc ccgggtaccga gctcgaattc 270 

<210> 3 

<211> 29 

<212> DNA 

<213> artificial 

<400> 3 

cgctctagag ccccgcacat acgaaaaga 29 
<210> 4 
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<211> 29 
<212> DNA 
<213> artificial 
<400> 4 

cgcggatcct ctccctctca ttttcttat 

<210> 5 

<211> 50 

<212> DNA 

<213> artificial 

<400> 5 

cgcgaattcg agctcggtac ccggggatcc tctccctctc attttcttat 
. __<210> 6 
<211> 29 
<212> DNA 
<213> artificial 
<400> 6 

cgcggatcca tgtattacaa caggttgtt 

<210> 7 

<211> 29 

<212> DNA 

<213> artificial 

<400> 7 

cgcgaattct cacacatact ccttcgtat 

<210> 8 

<211> 29 

<212> DNA 

<213> artificial 

<400> 8 

cgcggatcca tgtcttggtc aattagctc 



1 7 



ffiffiE^ 2000-3025758 



4$ ¥ 1 1 — 060904 



<210> 9 
<211> 29 
<212> DNA 
<213> artificial 
<400> 9 

aaagaattct cgtcgcgctt ccaccgatt 29 

<210> 10 

<211> 26 

<212> DNA 

<213> artificial 

<400> 10 

gtttcctctc cctctcattt tcttat 26 

<210> 11 

<211> 20 
<212> DNA 
<213> artificial 
<400> 11 

atgtattaca acaggttgtt 20 

<210> 12 

<211> 20 

<212> DNA 

<213> artificial 

<400> 12 

atgtcttggt caattagctc 2 0 

[®i] 

[02] 



1 8 



2000-3025758 



[03] 
[04] 
[05] 
[0 6] 
[0 7] 



# 5p 11-060904 

p U B - P B -MP^©I»feS. 
p U B - P B E -MPf^^CD^^0-eS><5c 

pub-pb-t p^mom^mx^^o 

pUB-PBE-T P^©I^T'J)5 a 

p U B - P -MPftme>Wk&;mT~2bZ> e 



1 9 
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[an 



| PCR 




<L25kbD Jl^U 



j 

jr&al. BaMfflt 




pUB-PB 



1 
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